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Description

TECHNICAL FIELD

[0001] The present invention relates to a malignant tumor-inhibiting preparation comprising Des A fibrin.

BACKGROUND ART

[0002] Malignant tumor therapy is progressing steadily in recent years by improving in successful rate for removal of
the primary carcinoma by surgical operations, radiotherapies, or chemotherapies. However, even if a primary carcinoma
is completely removed, death frequently occurs due to cancer metastasis.

[0003] In particular, melanoma, lung cancer, liver cancer, pancreatic cancer and other malignant tumors with a high
malignancy, were difficult to detect in the early stages, so that by the time a malignant tumor is diagnosed, both the
primary cancer and the metastatic cancer can be already existed simultaneously, and surgical treatment is impossible
in many cases. Also, radiotherapies do not show good result for therapy of these malignant tumors. Moreover, most
chemotherapeutic drugs in current clinical use, such as adriamycin, work by directly attacking the malignant tumor cells,
but since they simultaneously target normal cells, they have strong side-effects which are a problem for clinical use.
Therefore, no revolutionary new drug has emerged in decades. In order to overcome such a situation, it looks forward
to the new type drugs for treating malignant tumors.

[0004] In this context, many basic studies and clinical studies have suggested a close relationship between malignant
tumors and the blood coagulation and fibrinolysis systems, recently. For example, it is known that microcirculatory injury
is caused by increased plasma fibrinogen levels, increased blood viscosity, abnormal blood rheology and other abnor-
malities of the blood coagulation and fibrinolysis systems in malignant tumor patients. It has also been reported that
increased plasma fibrinogen levels or secretion of fibrinogen by the malignant tumor cells themselves causes the dep-
osition of fibrinogen or fibrin into the extracellular matrix of the malignant tumor tissues, and these factors have the effect
as part of the extracellular matrix to promote proliferation, invasion and metastasis of the malignant tumor cells (see for
example Cancer Research 60:2033-2039(2000); Ann. NY Acad. Sci. 936:406-425(2001); and Blood 96:3302-3309(2000)
)-

[0005] Focusing on the aforementioned relationship between malignant tumors and the blood coagulation and fibri-
nolysis systems, it has been confirmed that when malignant tumor cells are treated with fibrin in vitro, there is an increase
effect of fibrin on the experimental metastasis of the malignant tumor cells into the lungs (see for example Clin. Exp.
Metastasis 17:723-730(1999)). Fibrin (also called Des AB fibrin or fibrin 1) is a substance obtained when thrombin acts
on fibrinogen, causing the release of fibrinopeptide A (FPA) and fibrinopeptide B (FPB) from the fibrinogen (see for
example Nature 275:501-505(1978) and Biochemistry 35:4417-4426(1996)).

[0006] Moreover, focusing on the relationship between plasma fibrinogen concentrations and growth and metastasis
of malignant tumors, it has been reported that administration of the thrombin-like enzymes batroxobin and ancrod, which
have a defibrinogenating effect, reduces fibrinogen and inhibits malignant tumor growth and metastasis (see for example
Eur. J. Cancer 16:919-923(1980); and Acta Haematol. Jpn. 44:739-743(1981)). Batroxobin, a thrombin-like serine pro-
tease produced from the venom of the snake Bothrops atrox moojeni, is a glycoprotein enzyme which releases only
FPA from fibrinogen to produce Des A fibrin (also called fibrin I) (see for example Thromb. Haemost 36:9-13(1976) and
Thromb. Diath. Haemorrh. 45(Suppl.):63-68(1971)).

[0007] Based on the assumption that fibrinogen functions as a barrier to protect malignant tumor cells from the attacks
of the immune system, the technologies disclosed in above-mentioned references, attempted to inhibit growth and
metastasis of malignant tumors by reducing fibrinogen levels with thrombin-like enzymes, thus making it easier for the
immune system to attack the malignant tumor cells.

[0008] On the other hand, it is also known that the malignant tumor cell has characteristics of spreading and migration.
"Spreading" of malignant tumor cells in this case, means that the round tumor cells form pseudopodia in response to
some signal, and this is a biological behavior of tumor cells, which becomes the basis of tumor growth, invasion and
metastasis.

[0009] Moreover, "migration" of malignant tumor cells means that the tumor cells move from their original locations,
through repeated bindings and dissociations between ligands and cell adhesion molecules in the cell membrane in
response to some signal, and this is also a biological behavior which becomes the basis of tumor invasion and metastasis.
[0010] Therefore, by inhibiting the spreading and migration of malignant tumor cells, it is possible to inhibit tumor
invasion and metastasis and thus inhibit malignant tumors.

[0011] However, there have been no reports on a preparation that can inhibit the spreading and migration of malignant
tumor cells in order to effectively inhibit malignant tumor.

[0012] Furthermore, there have been no reports on the relationship between Des A fibrin (fibrinogen degradation
product) and the spreading and migration of malignant tumor cells.
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DISCLOSURE OF THE INVENTION

[0013] Consequently, it is an object of the present invention to provide a malignant tumor-inhibiting preparation com-
prising a novel active ingredient, which is a malignant tumor-inhibiting preparation.

[0014] To resolve the aforementioned issues, the inventors considered that Des A fibrin might have a different effect
than fibrin on malignant tumor cells, and after exhaustive researches into the effect of Des A fibrin on malignant tumor
cell spreading and migration, they discovered that Des A fibrin acts to inhibit the spreading and migration of malignant
tumor cells. The present invention is based on this finding.

[0015] Thatis, the present invention relates to a malignant tumor-inhibiting preparation comprising Des A fibrin.

BRIEF DESCRIPTION OF THE DRAWINGS

[0016]

Figure 1 is a photograph showing electrophoretogram of fibrinogen, Des A fibrin and fibrin.

Figure 2 is a graph showing the electrophoretogram of Figure 1 quantified by an image analyzing system.

Figure 3 shows photomicrographs of melanoma cells which were cultured in the PBS (A), fibrinogen (B), batroxobin
(C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 4 is a graph of the spreading rates of melanoma cells which were cultured in the PBS (A), fibrinogen (B),
batroxobin (C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 5 shows photomicrographs of breast cancer cells which were cultured inthe PBS (A), fibrinogen (B), batroxobin
(C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 6 is a graph of the spreading rates of breast cancer cells which were cultured in the PBS (A), fibrinogen (B),
batroxobin (C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 7 shows photomicrograph of fibrosarcoma cells which were cultured in the PBS (A), fibrinogen (B), batroxobin
(C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 8 is a graph of the spreading rates of fibrosarcoma cells which were cultured in the PBS (A), fibrinogen (B),
batroxobin (C), thrombin (D), Des A fibrin (E) and fibrin (F)-treated wells.

Figure 9 is a graph showing the effect of Des A fibrin amounts on spreading of melanoma cells.

BEST MODE FOR CARRYING OUT THE INVENTION

[0017] The present invention is explained in detail below.

[0018] The malignant tumor-inhibiting preparation of the present invention comprises Des A fibrin as an active ingre-
dient.

[0019] Des A fibrin is a substance obtained by releasing FPA from fibrinogen.

[0020] Fibrinogen is a dimeric glycoprotein (AaBpy), formed by the disulfide linkages of two subunits (AaBpy), each
consisting of three chains of an Ao chain, a Bf chain and a y chain which are bound by disulfide linkages. Since the Aa.
chain consists of 610 amino acids (68 kDa), the Bf chain of 461 amino acids (54 kDa), and the y chain of 411 amino
acids (48 kDa), the molecular weight of fibrinogen is 340 kDa (see Thromb. Res. 83:1-75 (1996) and Blood Coagulation,
Fibrinolysis and Kinin, Aoki, A. and Iwanaga, S. (Eds), Chugai Igaku Co., Tokyo, 1979, pp.59-71). It is also known that
while the B chain and y chain have sugar bound thereto, the Aa. chain does not (see Int. J. Biochem. & Cell Biol. 31:
741-746(1999)).

[0021] FPA is a peptide corresponding to the 16 amino acids (NH,-Ala-Asp-Ser-Gly-Glu-Gly-Asp-Phe-Leu-Ala-Glu-
Gly-Gly-Gly-Val-Arg) (Seq. ID No. 1) at the amino terminal end of the Aa chain of fibrinogen.

[0022] Therefore, Des A fibrin is the residue [(0Bfy),] obtained when FPA is released from fibrinogen (see Thromb.
Haemost. 36:9-13(1976) and Thromb. Diath. Haemorrh. 45 (Suppl.):63-68(1971)). Since the molecular weight of FPA
is 1,536 Da, the molecular weight of Des A fibrin is calculated to be about 337 kDa.

[0023] Thrombin-like enzymes can be used to release FPA from fibrinogen. The thrombin-like enzyme is a kind of
serine protease. Those derived from snake venom are commonly used. Specific examples include batroxobin (Tobishi
Pharmaceutical Co., Ltd. and Beijing Tobishi Pharmaceutical Co., Ltd., Beijing, China, a subsidiary company of Tobishi
Pharmaceutical Co., Ltd.), which is extracted and purified from the venom of Bothrops atrox moojeni, as well as ancrod
and other thrombin-like enzymes (such as Crotalase) which are derived from snake venom and the like. These thrombin-
like enzymes may be naturally occurring preparations or may be products of genetic recombination.

[0024] Des Afibrin can be manufactured for example by the methods described in (1) through (6) below using fibrinogen
and a thrombin-like enzyme:

(1) A method in which fibrinogen is made to adhere to the surface of a plastic culture vessel, glass culture vessel,
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glass slide, stainless steel or an artificial blood vessel of the artificial solid substance EPTFE or the like, and a
thrombin-like enzyme is added thereto to manufacture Des A fibrin;

(2) A method in which fibrinogen and a thrombin-like enzyme are added simultaneously to the aforementioned solid
substance to manufacture Des A fibrin;

(3) A method in which fibrinogen and a thrombin-like enzyme are reacted in a liquid reaction system in the presence
of 0.1 to 15 N of urea and/or an anticoagulation peptide (Gly-Pro-Arg-Pro-amide, GPRP-NH, (Seq. ID No. 2)) to
prepare Des A fibrin while preventing agglutination between Des A fibrin monomer (Clin. Exp. Metastasis 17: 723-730
(1999));

(4) A method in which fibrinogen is bound to a column, and a solution comprising a thrombin-like enzyme is poured
in to manufacture Des A fibrin;

(5) A method in which a thrombin-like enzyme is bound to a column, and a solution comprising fibrinogen is poured
in to manufacture Des A fibrin; and

(6) A method in which a thrombin-like enzyme is administered intravenously, intraperitoneally, subcutaneously,
intramuscularly or the like so that it acts on fibrinogen in the body to manufacture Des A fibrin in vivo (see Acta
Haematol. Jpn. 44:706-711(1981)).

[0025] The fibrinogen and thrombin-like enzyme used to manufacture Des A fibrin in the present invention are them-
selves known substances, which can be easily obtained commercially or prepared. Des A fibrin itself is also a known
substance that can be prepared by the aforementioned methods.

[0026] The malignant tumor-inhibiting preparation of the present invention is targeted at malignant tumors. Depending
on the tissue’s original occurrence, malignant tumors can be generally classified into epithelial malignant tumors and
non-epithelial malignant tumors. About 90% of tumors are said to be epithelial tumors. Non-epithelial malignant tumors
can be further classified into malignant tumors derived from mesenchymal tissue, malignant tumors derived from neural
tissue and malignant tumors derived from undifferentiated cells. Specific examples of each kind of malignant tumor are
given below.

Epithelial malignant tumors

[0027] Adenocarcinomas (carcinomas derived from glandular epithelium, which occur throughout the body including
the stomach, intestines, pancreas, trachea, lungs, mammary glands, ovaries, corpus uteri, prostate glands and the like,
are supposed to constitute 70 to 80% of human cancers), squamous cell carcinomas (cancers derived from the stratified
squamous epithelium and occurring in epithelial tissue of the epidermis, lips, tongue, throat, esophagus, anus, vulva,
uterine cervix and the like, and pulmonary squamous epithelial cancers classified as non-small cell lung cancer), basal
cell carcinomas (derived from basal cells of the skin and adnexa), transitional cell carcinomas (derived from transitional
epithelium, such as bladder cancer), liver cell carcinomas (derived from hepatocytes), renal cell carcinomas (derived
from renal epithelium), cholangiocarcinomas (derived from the bile duct) and choriocarcinomas (derived from the placental
epithelium)

Non-epithelial malignant tumors

Malignant tumors derived from mesenchymal tissue

[0028] Fibrosarcomas (derived from connective tissue and fibrous tissue), liposarcomas (derived from connective
tissue and fatty tissue), chondrosarcomas (derived from connective tissue and cartilaginous tissue), osteosarcomas
(derived from connective tissue and bone tissue), angiosarcomas (derived from blood vessels), lymphangiosarcomas
(derived from lymphoducts), myelogenic leukemia (derived from hemopoietic cells), monocytic leukemia (derived from
hemopoietic cells), malignant lymphoma (derived from lymphoid tissue), lymphocytic leukemia (derived from lymphoid
tissue), plasmacytoma (multiple myeloma, derived from lymphoid tissue), Hodgkin’s cell (derived from lymphoid tissue),
leiomyosarcoma (derived from smooth muscle), rhabdomyosarcoma (derived from striated muscle)

Malignant tumors derived from neural tissue

[0029] Neuroblastoma (derived from neuroblasts), medulloblastoma (derived from medulloblasts), malignant astrocy-
toma (derived from astrocytes), retinoblastoma (derived from retinoblasts), glioblastoma (derived from glioblasts), ma-
lignant neurilenoma (derived from Schwann cells), melanoma (derived from neuroectoderm)
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Malignant tumors derived from undifferentiated cells

[0030] Malignant teratoma (derived from totipotent cells), nephroblastoma (derived from nephroblasts), hepatoblast-
oma (derived from hepatoblasts), mixed tumors (derived from various types of cells) .

[0031] Ofthese malignanttumors mentioned above, the malignant tumor-inhibiting preparation of the presentinvention
can be highly effective against epithelial malignant tumors, and against non-epithelial malignant tumors derived from
neural tissue and mesenchymal tissue, particularly melanoma, breast cancer and fibrosarcoma.

[0032] The malignant tumor-inhibiting preparation of the present invention can inhibit tumor invasion and metastasis
by inhibiting the spreading and migration of malignant tumor cells, and can thus inhibit malignant tumors.

[0033] "Spreading" of malignant tumor cells in this case, means that the round tumor cells form pseudopodia in
response to some signal, and this is a biological behavior of tumor, cells, which becomes the basis of tumor cell prolif-
eration, invasion and metastasis.

[0034] Moreover, the "migration” of malignant tumor cells means that the movement of tumor cells from their original
locations through repeated bindings and dissociations between ligands and cell adhesion molecules on the cellmembrane
in response to some signal, and this is also a biological behavior which becomes the basis of tumor invasion and
metastasis.

[0035] The malignant tumor-inhibiting preparation of the present invention may comprise Des A fibrin either by itself
or in combination with other active substances.

[0036] Examples of other active substances include antimetabolites such as fluorouracil, antitumor antibiotics such
as adriamycin, alkylating agents such as dacarbazine, plant-derived anticancer drugs such as paclitaxel and the like.
[0037] Any formulation in the Japanese Pharmacopoeia General Rules for Preparations can be applied to the formu-
lation of the malignant tumor-inhibiting preparation of the present invention. Examples of the formulation of the malignant
tumor-inhibiting preparation of the present invention include injections for direct application inside the body (including
suspensions and emulsions); ointments (including fatty ointments, emulsion ointments (creams), water-soluble ointments
andthelike), inhalants, liquids (including ophthalmic solutions, collunarium and the like), suppositories, patches, poultices,
lotions and other external formulations; and internal formulations including tablets (including sugar-, film- and gelatin-
coated), liquids, capsules, granules, powders (including grains), pills, syrups, troches and the like. These formulations
can be prepared by the methods described in the Japanese Pharmacopoeia General Rules for Preparations.

[0038] The malignant tumor-inhibiting preparation of the present invention may also include pharmacologically ac-
ceptable solid or liquid carriers or interventional therapy bases. Examples of pharmacologically acceptable solid or liquid
carriers include solvents, stabilizers, preservatives, solubilizing agents, emulsifiers, suspending agents, buffering agents,
isotonizing agents, coloring agents, bases, thickeners, excipients, lubricants, binding agents, disintegrating agents,
coating agents, corrigents and the like.

[0039] Specific examples include water, lactose, sucrose, fructose, glucose, mannitol, sorbitol and other sugars and
sugar alcohols, crystalline cellulose, methylcellulose, ethylcellulose, hydroxypropylcellulose, low substituted hydroxy-
propylcellulose, hydroxypropylmethylcellulose, hydroxypropylmethylcellulose phthalate, hydroxypropylmethylcellulose
acetate succinate, carmellose, carmellose calcium, carmellose sodium, croscarmellose sodium, carboxymethylethylcel-
lulose, cellulose acetate phthalate and other celluloses and related derivatives, corn starch, wheat starch, rice starch,
potato starch, dextrin, pregelatinized starch, partly pregelatinized starch, hydroxypropyl starch, sodium carboxymethyl
starch, cyclodextrin, pullulan and other starches and related derivatives, agar, sodium alginate, acacia, gelatin, collagen,
shellac, tragacanth, xanthan gum and other natural polymers (seaweeds, plant mucilage, proteins and the like), polyvi-
nylpyrrolidone, aminoalkyl methacrylate copolymer, methacrylic acid copolymer, carboxyvinyl polymer, polyvinyl alcohol,
dimethylpolysiloxane and other synthetic polymers, olive oil, cacao butter, carnauba wax, beef tallow, hydrogenated oil,
soybean oil, sesame oil, camellia oil, paraffin, liquid paraffin, yellow beeswax, white petrolatum, coconut oil, microcrys-
talline wax and other oils and fats, stearic acid, aluminum stearate, calcium stearate, magnesium stearate, triethyl citrate,
triacetine, medium chain fatty acid triglyceride, hard fat, isopropyl myristate and other fatty acids and derivatives thereof,
glycerin, stearyl alcohol, cetanol, propylene glycol, macrogol and other alcohols and polyvalent alcohols, zinc oxide,
dibasic calcium phosphate, precipitated calcium carbonate, synthetic aluminum silicate, silicon dioxide anhydride, kaolin,
dried aluminum hydroxide gel, synthetic hydrotalcite, titanium oxide, talc, bentonite, magnesium aluminometasilicate,
aluminum potassium sulfate, bismuth subgallate, bismuth subsalicylate, calcium lactate, sodium bicarbonate and other
inorganic substances and metal salt compounds, sucrose esters of fatty acid, polyoxyl stearate, polyoxyethylene hydro-
genated castor oil, polyoxyethylene polyoxypropylene glycol, sorbitan sesquioleate, sorbitan trioleate, sorbitan monos-
tearate, sorbitan monopalmitate, sorbitan monolaurate, polysorbate, glyceryl monostearate, sodium lauryl sulfate, lau-
romacrogol and other surfactants, dyes, perfumes and the like.

[0040] Examples of intervention therapy bases include stents, artificial blood vessels and the like.

[0041] The amount of Des A fibrin contained in the malignant tumor-inhibiting preparation of the present invention
varies depending on the formulation adopted. Case examples include 0.01 to 900 mg per 1 g in the case of a formulation
for internal use, 0.01 to 500 mg per 1 ml in the case of an injection or 0.01 to 500 mg per 1 g in the case of a formulation
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for external use.

[0042] The administered dose of the malignant tumor-inhibiting preparation of the present invention varies depending
on the patient’s weight, disease’s property and condition, but is for example 0.1 to 5,000 mg or preferably 100 to 2,500
mg of Des A fibrin per day in the case of an adult.

[0043] The present invention is described in detail below using examples, but is not limited by these examples.

[Example 1] Preparation and identification of Des A fibrin

[0044] Des Afibrinwas prepared by using a thrombin-like enzyme to release FPA from fibrinogen. Moreover, production
of Des A fibrin was identified through a comparison with fibrinogen and fibrin.

(1) Preparation of Des A fibrin

[0045] The thrombin-like enzyme batroxobin (Tobarpin®, Beijing Tobishi Pharmaceutical Co., Ltd., Beijing, China)
was added to a phosphate-buffered (PBS) solution of human fibrinogen (F-4883, Sigma, MO, USA) to make a final
reaction solution with fibrinogen concentration of 3.0 mg/ml and batroxobin concentration of 0.5 BU/ml, and incubated
for 1 hour at 37°C in order to prepare Des A fibrin.

(2) Preparation of fibrin

[0046] A PBS solution of thrombin (Sigma, MO, USA) was added to a PBS solution of human fibrinogen (F-4883,
Sigma, MO, USA) to make a final reaction solution with fibrinogen concentration of 3.0 mg/ml and thrombin concentration
of 0.5 U/ml, and incubated for 1 hour at 37°C in order to prepare fibrin.

(3) Preparation of fibrinogen

[0047] A PBS solution of fibrinogen with a final concentration of 3.0 mg/ml was prepared using human fibrinogen (F-
4883, Sigma, MO, USA) as an untreated control.

(4) Identification of Des A fibrin production

[0048] The production of Des A fibrin in Process (1) mentioned above was identified by electrophoresis. Specifically,
given that fibrinogen is reduced into three-type chains (Ao, Bf and y chains) by the following treatment, productions
were evaluated by electrophoresis after reduction of Des A fibrin into three-type chains (o, Bf and ychains) and reduction
of fibrin into three-type chains (o, B and y chains).

[0049] The Des A fibrin obtained in Process (1) and the fibrin obtained in Process (2), were washed three times with
sterilized isotonic sodium chloride solution, and boiled for 5 to 6 minutes in 0.5 ml of 2% SDS/2% beta-mercaptoethanol/
5 M urea solution to break the disulfide bonds, and dissolved.

[0050] The fibrinogen obtained in Process (3) that was subjected to the same treatment process as above exclusion
of the washing process, to break the disulfide bonds, and dissolved by boiling.

[0051] Fifty microliter of electrophoretic buffer (4X2% SDS/0.1% bromcresol blue) was added to 150 .l of each sample
solution, and 7.5% SDS-PAGE (Pagel®, Atto Corp., Tokyo, Japan) was performed.

[0052] The results are shown in Figure 1 as an electrophoretogram. In Figure 1, Lane 1 and Lane 4 show fibrinogen,
Lane 2 shows Des A fibrin and Lane 3 shows fibrin.

[0053] Ineach lane, the lowest band represents the y chain, the second band from the bottom represents the Bf chain,
and the third band from the bottom represents the Ao chain.

[0054] Evaluating Lane 2 (Des A fibrin) on the basis of Lane 1 and Lane 4 (fibrinogen) as the standard, the position
of the third band from the bottom (Aa chain) in Lane 2 is shifted lower (towards lower molecular weight side). This
indicates that FPA has been released from the Ao chain of fibrinogen by the action of the thrombin-like enzyme batroxobin.
The positions of the other bands are in concordance with those of the fibrinogen. Therefore, it can be understood that
in Process (1) FPA was released from fibrinogen and resulting in the production of Des A fibrin.

[0055] Evaluating Lane 3 (fibrin) on the basis of Lane 1 and Lane 4 (fibrinogen) as the standard, the positions of the
second band from the bottom (Bf chain) and the third band from the bottom (Aca. chain) in Lane 3 are shifted lower
(towards lower molecular weight side). These indicate that FPA and FPB have been released from the Ao chain and
Bp chain of fibrinogen by the action of thrombin. Therefore, it can be understood that fibrin was produced in Process (2).
[0056] These results mentioned above were in concordance with previously published data (see Acta Haematol. Jpn.
44:706-711(1981)).

[0057] The aforementioned electrophoretogram was quantified by using an image analyzing system (Furi Science &
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Technology Co., Ltd., Shanghai, China), and represented in Figure 2.

[0058] As for three peaks in Figure 2, the left peak shows the band density of the Aa. chain, the middle peak shows
the band density of the Bf chain, and the right peak shows the band density of the y chain.

[0059] When evaluating the left peak (Aa chain), the peaks of Des A fibrin and fibrin were in concordance with each
other, and were shifted towards the lower molecular weight side than the peak of fibrinogen. These indicate that in Des
A fibrin and fibrin, FPA has been released from the Ao chain of fibrinogen.

[0060] When evaluating the middle peak (B chain), the peaks of fibrinogen and Des A were in concordance with
each other, while the peak of fibrin is shifted towards the lower molecular weight side. These indicate that in fibrin, FPB
has been released from the B3 chain of fibrinogen.

[0061] As mentioned above, this identifies that the substance produced by the action of batroxobin on fibrinogen
((AaBpY),) is Des A fibrin ((aBBY),), while the substance produced by the action of thrombin on fibrinogen is fibrin ((af7),).

[Example 2] Effect of Des A fibrin on spreading of malignant tumor cells
[0062] Matrigel® (BD Biosciences, NJ, USA) was utilized to establish an artificial extracellular matrix environment in
vitro, and three types of malignant tumor cells (melanoma, breast cancer and fibrosarcoma) were used to evaluate the

effect of Des A fibrin on spreading of malignant tumor cells in this environment.

(1) Malignant tumor cells used

[0063] B16-BL6 mouse malignant melanoma cells (Academy of Chinese Medical Sciences, Beijing, China) as the
melanoma cells were subcultured in RPMI-1640 medium (Gibco, MD, USA) containing 10% fetal bovine serum (FBS,
HyClone, Utah, USA), and the cells were used in the present experiment.

[0064] MMTO060562 mouse breast cancer cells (ATCC, VA, USA) as the breast cancer cells were subcultured in MEM
medium (Gibco, MD, USA) containing 10% FBS and 1% nonessential amino acids solution (Non-Essential Amino Acids
Solution, Gibco, MD, USA), and the cells were used in the present experiment.

[0065] HT-1080humanfibrosarcoma cells (Academy of Chinese Medical Sciences, Beijing, China) as the fibrosarcoma
cells were subcultured in MEM medium (Gibco, MD, USA) containing 10% FBS, and the cells were used in the present
experiment.

(2) The method of measuring cell spreading

[0066] Two hundred fifty microliter of Matrigel (Matrigel® 7.5 pn.g/ml, BD Biosciences, NJ, USA) was added to each
well of an eight-chamber slide (Nunc, IL, USA), and incubated for 1 hour at room temperature to coat the slide with the
Matrigel. Next, the following solutions A through F (0.25 ml) was added to the Matrigel-coated well, respectively.

Addition of phosphate-buffered saline (PBS) (solvent control)
Addition of fibrinogen (3 mg/ml)

Addition of batroxobin (0.5 BU/ml)

Addition of thrombin (0.5 U/ml)

Addition of Des A fibrin (3 mg/mlfibrinogen and 0.5 BU/ml batroxobin)
Addition of fibrin (3 mg/ml fibrinogen and 0.5 U/ml thrombin)

mTmoow>

[0067] All the solvent used for the above treatment was PBS.

[0068] (Here, the BU (batroxobin unit) is a unit indicating the enzymatic activity of batroxobin; with 2 BU being the
activity to achieve coagulation in 19.0+£0.2 seconds when 0.1 ml of batroxobin solution is added to 0.3 ml of standard
human plasma containing citric acid at 37°C.)

[0069] In A through D, the components were added to the wells in the indicated final concentration and incubated for
1 hour at room temperature, the liquid was then discarded, and the wells were washed with PBS.

[0070] In E and F, the components were added to the wells in the indicated final concentration, and reacted for 60
seconds, and the liquid was discarded before the product (treatment E: Des A fibrin, treatment F: fibrin) could coagulate.
This was followed by incubation for 1 hour at room temperature and washing with PBS. In the case of treatment E, Des
A fibrin was produced by the action of batroxobin on fibrinogen, while in the case of treatment F fibrin was produced by
the action of thrombin on fibrinogen.

[0071] Five thousand six hundred of B16-BL6 melanoma cells, suspended in serum-free RPMI-1640 medium, were
seeded in each treated well, and the chamber slide was incubated for 2 hours in a CO, incubator. The number of
spreading cells (those having pseudopodia) among about 150 cells adhering to each treated well was counted using a
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phase contrast microscope, and the percentage of spreading cells was calculated as the spreading rate according to
the following formula.
Spreading rate (%) = (number of spreading cells/number

of adhering_cells)xlCO

[0072] The same procedures were applied to 5,600 MMT060562 breast cancer cells suspended in serum-free MEM
medium containing 1% nonessential amino acid solution, and 5,600 HT-1080 fibrosarcoma cells suspended in serum-
free MEM medium in place of the 5,600 B16-BL6 melanoma cells suspended in serum-free RPMI-1640 medium.

(3) Inhibition of melanoma cell spreading

[0073] Photomicrographs (45 magnification) of the melanoma cells cultured for 2 hours in each different treated well,
are shown in Figure 3. The spreading rates of the melanoma cells cultured in each different treated well, is shown in
Figure 4. Most of the melanoma cells developed pseudopodia and did spread (Figure 3) in the presence of PBS (A),
fibrinogen (B), batroxobin (C), thrombin (D) and fibrin (F), with a spreading rate over 80% in each case (Figure 4).
[0074] On the other hand; in the presence of Des A fibrin (E), most of the treated melanoma cells remained round,
and even if it took out the pseudopodium, their length was shorter than that in other above-mentioned cases (Figure 3).
The spreading rate of Treatment E is 12.53+6.69% (Figure 4).

[0075] Itis therefore shown that more than other factors, Des A fibrin significantly inhibits the spreading of melanoma
cells in the presence of Matrigel (Figure 4, p<0.01).

[0076] As mentioned above, it can be understood that Des A fibrin effectively suppresses spreading of melanoma cells.

(4) Inhibition of breast cancer cell spreading

[0077] Photomicrographs (45 magnification) of the breast cancer cells cultured for 2 hours in each different treated
well, are shown in Figure 5. The spreading rates of the breast cancer cells cultured in each different treated well, is
shown in Figure 6. Most of the breast cancer cells developed pseudopodia and did spread (Figure 5) in the presence
of PBS (A), fibrinogen (B), batroxobin (C), thrombin (D) and fibrin (F), with a spreading rate over 60% in each case
(Figure 6).

[0078] On the other hand, in the presence of Des A fibrin (E), most of the treated breast cancer cells remained round,
and even if it took out the pseudopodium, their length was shorter than that in other above-mentioned cases (Figure 5).
The spreading rate of Treatment E is 8.87+3.06% (Figure 6).

[0079] It is therefore shown that more than other factors, Des A fibrin significantly inhibits the spreading of breast
cancer cells in the presence of Matrigel (Figure 6, p<0.01).

[0080] As mentioned above, it can be understood that Des A fibrin effectively suppresses spreading of breast cancer
cells.

(5) Inhibition of fibrosarcoma cell spreading

[0081] Photomicrographs (45 magnification) of fibrosarcoma cells cultured for 2 hours in each different treated well,
are shown in Figure 7. The spreading rates of the fibrosarcoma cells cultured in each different treated well, is shown in
Figure 8. Most of the fibrosarcoma cells developed pseudopodia and spread (Figure 7) in the presence of PBS (A),
fibrinogen (B), batroxobin (C), thrombin (D) and fibrin (F), with a spreading rate over 70% in each case (Figure 8).
[0082] On the other hand, in the presence of Des A fibrin (E), most of the treated fibrosarcoma cells remained round,
and even if it took out the pseudopodium, their length was shorter than that in other above-mentioned cases (Figure 7).
The spreading rate of Treatment E is 34.19+6.55% (Figure 8).

[0083] Itis therefore shown that more than other factors, Des A fibrin significantly inhibits the spreading of fibrosarcoma
cells in the presence of Matrigel (Figure 7, p<0.01).

[0084] As mentioned above, it can be understood that Des A fibrin effectively suppresses spreading of fibrosarcoma
cells.

[Example 3] Effect of the amount of Des A fibrin on the spreading of malignant tumor cells

[0085] The amount of Des A fibrin produced by the action of batroxobin on fibrinogen is thought to increase as the
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amount of fibrinogen increases and as the reaction time between fibrinogen and batroxobin increases. Therefore, various
amounts of Des A fibrin were prepared by reacting the same concentration of batroxobin (0.5 BU/ml) with differing
concentrations of fibrinogen (0.1 mg/ml, 0.5 mg/ml, 1 mg/ml, 2 mg/ml, 3 mg/ml, 6 mg/ml, 9 mg/ml, 12 mg/ml and 15
mg/ml) for 30 seconds, 60 seconds and 90 seconds, respectively. The effects of which, on spreading of malignant tumor
cells, were investigated. The experimental methods were similar to the Treatment E as mentioned in (2)The method of
measuring cell spreading of Example 2 excluding the fibrinogen concentrations and reaction times. The results are
shown in Figure 9.

[0086] When the reaction time was 30 seconds (D), increasing the fibrinogen concentration did not affect the reduction
of spreading rate, and the lowest spreading rate achieved was 76.23%. This is attributed to the fact that a sufficient
amount of Des A fibrin to affect cell spreading, was not produced within a reaction time of 30 seconds.

[0087] When the reaction time was 60 seconds (O) and 90 seconds (A), a large reduction in the spreading rate was
observed when the fibrinogen concentration reached 3 mg/ml (60 seconds: 12.53%, 90 seconds: 9.13%). When the
fibrinogen concentration was further increased, almost no spreading cells were observed. These indicate that spreading
of malignant tumor cells is inhibited even more as the amount of produced Des A fibrin increased.

[0088] On the other hand, when the fibrinogen concentration exceeded 9 mg/ml, the cell spreading rate began in-
creasing, and at a concentration of 15 mg/ml no reduction effect on the cell spreading rate was observed. This is attributed
to the effect of the fibrinogen itself that because in the presence of high concentration of fibrinogen, a large amount of
fibrinogen covers a well before the well can be coated with the resulting Des A fibrin (non well-coated Des A fibrin is
washed away by the washing process).

[0089] Asmentionedabove, itcanbe understood that Des A fibrin dose-dependently inhibits the spreading of melanoma
cells.

[Example 4] Effect of Des A fibrin on migration of malignant tumor cells

[0090] Migration of malignant tumor cells is a biological behavior that forms the basis for tumor metastasis. The
migratory ability of the malignant tumor with high malignancy is also high. In the present example, the effect of Des A
fibrin on the migration of two types of malignant tumors (melanoma and breast cancer) were evaluating using a scratch
wound assay (see Gynecol. Oncol. 89:60-72(2003)).

(1) Malignant tumor cells used

[0091] B16-BL6 mouse malignant melanoma cells (Academy of Chinese Medical Sciences, Beijing, China) as the
melanoma cells were subcultured in RPMI-1640 medium (Gibco, MD, USA) containing 10% fetal bovine serum (FBS,
HyClone, Utah, USA), and the cells were used in the present experiment.

[0092] MMTO060562 mouse breast cancer cells (ATCC, VA, USA) as the breast cancer cells were subcultured in MEM
medium (Gibco, MD, USA) containing 10% FBS and 1% nonessential amino acids solution (Non-Essential Amino Acids
Solution, Gibco, MD, USA), and the cells were used in the present experiment.

(2) Measurement of cell migration

[0093] A coverglass was laid on each well of 6-well plates (Corning, NY, USA), and 2.5x104 B16-BL6 melanoma cells
suspended in 2 ml of 10% FBS-containing RPMI-1640 medium or 2.5x104 MMT060562 breast cancer cells suspended
in 2 ml of 10% FBS-containing MEM medium were seeded into the well and cultured for 24 hours in a CO, incubator.
[0094] After culture, a plastic cell scraper was used to make a 0.5 mm scratch line in the cover glass on which the
cells had proliferated. The cells that had originally proliferated in the scratch line were removed, and the remaining cell
fragments were washed in PBS.

[0095] Two milliliter of 0.05 mg/ml fibrinogen diluted with 10% FBS-containing RPMI-1640 medium or Des A fibrin
(produced by addition of 0.05 mg/ml fibrinogen and 2 BU/ml batroxobin) was added to the melanoma cultured wells,
and it was incubated for 48 hours in a CO, incubator.

[0096] Two milliliter of 0.05 mg/ml fibrinogen diluted with 10% FBS MEM or Des A fibrin (produced by addition of 0.05
mg/ml fibrinogen and 2 BU/mI batroxobin) was added to the breast cancer cultured wells, and it was incubated for 48
hours in a CO, incubator.

[0097] After being cultured, the Wright stained test is conducted, and the number of migrated cells to the scratch line
were counted using a phase contrast microscope (Olympus, Tokyo, Japan) and represented as number of migrated
cells per square millimeter of cover glass (number of cells/mm2).

[0098] Further, because fibrinogen is present around the malignant tumor cells in vivo, fibrinogen treatment was used
as the control of Des A fibrin treatment.
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(3) Inhibition of melanoma cell migration

[0099] The results are shown in Table 1.

Table 1. Migration of melanoma cells

Treatment Number of migrated cells (cells/mm?2)
Fibrinogen 8714

Des A fibrin 14 4%

**p<0.01, compared with fibrinogen

[0100] When treated with Des A fibrin, the number of migrated cells (14=4 cells/mm?2) was significantly less than the
number of migrated cells treated with fibrinogen (87 + 14 cells/mm?2) (p<0.01).
[0101] As mentioned above, it can be understood that Des A fibrin effectively inhibits the migration of melanoma cells.

(4) Inhibition of breast cancer cell migration

[0102] The results are shown in Table 2.

Table 2. Migration of breast cancer cells

Treatment Number of migrated cells (cells/mm?2)
Fibrinogen 29+10

Des A fibrin 123

**p<0.01, compared with fibrinogen

[0103] When treated with Des A fibrin treatment, the number of migrated cells (12+3 cells/mm2) was significantly less
than the number of migrated cells treated with fibrinogen (29+10 cells/mm?2) (p<0.01).
[0104] Asmentionedabove, it can be understood that Des A fibrin effectively inhibits the migration of breast cancer cells.

INDUSTRIAL APPLICABILITY

[0105] Asshowninthe examples mentioned above, the malignant tumor-inhibiting preparation of the presentinvention
can effectively inhibit the spreading and migration of malignant tumor cells. Therefore, the present invention can be
advantageously used to inhibit malignant tumors.

10
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SEQUENCE LISTING
<110> TOBISHI PHARMACEUTICAL CO., LTD.

<120> A pharmaceutical composition for inhibiting malignant tumor,
containing Des A fibrin

<130>  Y1M-0401

<150> JP 2004-213635
<151> 2004-06-24

<160> 2

<170> PatentlIn version 3.2
<210> 1

<211> 16

<212> PRT

<213> human

<400> 1

;i\la Asp Ser Gly (silu Gly Asp Phe Leu ?(I)a Glu Gly Gly Gly \{gl Arg

210> 2

Q11> 4

<212> PRT .

<213> Artificial

<220>

<223> Synthetic peptide

- <220

<221> MOD_RES
©<222> (4. (D
<223> AMIDATION

<400> 2
(1in Pro Arg Pro

Claims
1. A malignant tumor-inhibiting preparation comprising Des A fibrin.

2. The malignant tumor-inhibiting preparation according to Claim 1, wherein the Des A fibrin is obtained by the action
of a thrombin-like enzyme on fibrinogen.

3. The malignant tumor-inhibiting preparation according to Claim 2, wherein the thrombin-like enzyme is batroxobin.

4. The malignant tumor-inhibiting preparation according to any one of Claims 1 to 3, wherein malignant tumor cells
are epithelial malignant tumor cells.

5. The malignant tumor-inhibiting preparation according to any one of Claims 1 to 3, wherein the malignant tumor cells
are non-epithelial malignant tumor cells.

6. The malignant tumor-inhibiting preparation according to any one of Claims 1 to 3, wherein the malignant tumor cells
are malignant tumor cells derived from neural tissue or malignant tumor cells derived from mesenchymal tissue.

7. The malignant tumor-inhibiting preparation according to any one of Claims 1 to 3, wherein the malignant tumor cells
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are melanoma cells, breast cancer cells or fibrosarcoma cells.
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FIG. 1
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